Phosphorylation of casein by PLK1-4, and by CK2. 100ng of PLK1, -2, -3, -4 or casein kinase 2 was incubated with 27mM Hepes, pH 7.5, 1mM MgCl2, 10µCi/nmole 32 P-γ-ATP (Perkin Elmer), 1µM casein (Sigma), 40mM nitrophenylphosphate (Sigma), and 100µM orthovanadate (Sigma), at 30ºC for 2 hours. Reactions were stopped with SDS-PAGE sample buffer, and loaded onto 10-20% Tricine gels (Invitrogen). After separating the proteins, the gels were washed and fixed with 10% isopropanol, 10% glacial acetic acid, then dried and exposed to film for detection of 32 P-phosphate incorporation into casein. Asterisk (*) marks the position of autophosphorylated kinase bands. 100-1,000 5 kinases 1,000-10,000 3 kinases
